ABSTRACT: The aim of the present study was to determine whether Enteromyxum 
INTRODUCTION

32
Since the first description of Enteromyxum leei as Myxidium leei in cultured gilthead sea 33 bream Sparus aurata from southern Cyprus (Diamant et al. 1994) , the parasite has been 34 reported along the entire Mediterranean basin, the Red Sea and Japan, being now 35 recorded in >46 fish species (Diamant 1995 , 1998 , Le Breton & Marques 1995 , Sakiti et 36 al. 1996 , Paperna 1998 , Zrnčić et al. 1998 , Padrós et al. 2001 , Marino et al. 2004 , 37 Yanagida et al. 2004 , 2006 , Yasuda et al. 2005 , Diamant et al. 2006 , Sitjà-Bobadilla et 38 al. 2007 ). This myxosporean produces severe enteritis and is one of the most threatening Thus far, Enteromyxum leei has been experimentally transmitted to different fish species 45 via effluent, cohabitation and oral routes (Diamant 1997 , Diamant & Wajsbrot 1997 Diamant 1998, Yasuda et al. 2002 , 2005 , Muñoz et al. 2007 , Sitjà-Bobadilla et al. 2007 Alvarez -Pellitero et al. 2008) . All these trials depend on a source of infected fish, since 48 in vitro culture of this parasite, as any Myxosporea, has not been achieved. 49 Experimental transmissions by cohabitation and exposure to infected effluent 50 remarkably mimic the natural conditions for the transmission of the disease in cultured 51 fish. However, for gilthead sea bream, it takes ~3 to 4 mo to achieve high prevalence of 52 infection and to develop disease signs. Furthermore, a precise and uniform infective 53 dose and the initial day of entrance of the parasite cannot be ascertained for each 54 individual. Although oral infection tries to avoid these drawbacks, the obtained results infection through the digestive tract was also studied.
61
MATERIALS AND METHODS
62
Fish and experimental infections. Naïve gilthead sea bream from a commercial fish 63 farm with no previous records of enteromyxosis were used as recipient (R) fish. Upon days. In Trial 2 (AT-2), 2 R groups were inoculated once only through the anal route.
76
One group was kept at the natural winter temperature (AT-2-L) and another was reared 77 at a temperature 18°C (AT-2-H). Trial 3 started in autumn (AT-3) and R fish with 78 lower weight than in Trials 1 and 2 (to check if this route was feasible with smaller 79 animals) were inoculated once through the anal route and kept at a water temperature 80 18°C. In all trials, a control (CTRL) group with fish that were not exposed to the 81 parasite, but were inoculated with phosphate-buffered saline (PBS), was established. 
117
Statistical analysis was performed using Sigma Stat software (SPSS) at the significance 118 level of p < 0.05.
119
RESULTS
120
During the experimental trials, no mortality due to the disease was registered; among 121 the accidental casualties in AT-1 (n = 1), AT-2-H (n = 2) and AT-2-L (n = 1), only the with TB) were abundant in the lamina propria-submucosa (Fig. 4) In gilthead sea bream farms, the minimum temperature for developing enteromyxosis 
